Supplemental Figure 8. Actin cytoskeleton interacts with phospho-Drp1S600 and mitochondria.
In vitro differentiated podocytes with the empty vector control or stably expressing Drp1-S600D were employed for biochemical and morphological analysis. Podocytes were immunostained with TOMM20 (green) for mitochondria and rhodamine-phalloidin (red) for actin. From left to right cells were cultured under normal glucose (NG), high glucose (HG), HG with latrunculin A (HG + LatA), NG, and NG + LatA. First 3 panels are empty vector podocytes and final 2 panels are podocytes stably expressing Drp1S600D. HG and 50nM latrunculin A were used for 48 hrs. under normal glucose were employed. Cells were also transiently transfected with GFP-CFL1. Top panels are immunoprecipitation (IP) material against the FLAG-tag with subsequent immunoblotting against GFP and FLAG-tag. Bottom panels are the starting whole cell lysates (WCL). (D) ShRNA knockdown of cfl1 in podocytes (native and S600D) followed by mitochondrial staining with TOMM20. Under each respective image are shown quantitation of the observed mitochondrial network: mitochondrial length and then aspect ratio. Scale bar=25µm. Representative images are from a sampling of 3 animals or cell cultures. Statistical analyses were performed using one way-analysis of variance (one-way ANOVA) followed by Tukey's multiple comparisons test. A p<0.05 considered to be statistically significant. Results are presented as mean±SEM (n=3/group). ns=p>0.05, *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.
